PCR amplification and cloning of genomic region encompassing the Vgsc-

L1014F and Ace1-G119S locus
For the initial design of target-site mutation genotyping assays, partial genomic fragments spanning the location of the Ace1-G119S and Vgsc-L1014F mutations were amplified from genomic DNA isolated from mosquitoes collected from four different regions (Table   SA) . Amplification was performed with cycling conditions of 98 ºC for 30 sec, followed by 30 cycles of 98 ºC for 10 sec, 56 ºC for 15 sec and 72 ºC for 15 sec. with a final extension of 72 ºC for 10 min.
PCR products were purified using the GeneJET PCR purification kit (Thermo Scientific) and then cloned into the pJet 1.2 vector using the CloneJet PCR cloning kit (Thermo Scientific). Clones were screened using PCR and DNA extracted for sequencing from positive colonies using the GeneJET Plasmid Miniprep kit.
After sequencing, sequences were aligned and manually edited in CodonCode Aligner (CodonCode Corporation). Sequence regions conserved across haplotypes were used to design custom primers and TaqMan probes using the Custom TaqMan® Assay Design Tool (Life Technologies, UK) and pyrosequencing assay using the PyroMark assay design software 2.0 (Qiagen).
Ace1-G119S genotyping by Taqman allelic discrimination assay.
Ace1-G119S TaqMan allelic discrimination reactions were carried out in a final volume of 10 µl using 1 µl of genomic DNA, 1X SensiMix II probe (Bioline), 900 mM of each primer and 200 nM of probes (Table SA) (Table SA) . After initial denaturation at 95 °C for 15 min, PCR amplification was performed for 40 cycles of 94 °C for 30 sec, 58 °C for 30 sec, and 72 °C for 30 sec, followed by a final extension step at 72 °C for10 min. For genotyping by pyrosequencing, singlestranded PCR products were obtained using the PyroMark Q24 Vacuum Prep Workstation and then used in pyrosequencing reactions performed using the PyroMark Gold Q96 reagent kit (Qiagen). Sequencing primer and dispensation order are described in Table SA . 
